The present study was aimed to unravel the inhibitory mechanisms of curcumin for lung cancer metastasis via constructing a miRNA-transcription factor (TF)-target gene network. Differentially expressed miRNAs between human high-metastatic non-small cell lung cancer 95D cells treated with and without curcumin were identified using a TaqMan human miRNA array followed by real-time PCR, out of which, the top 6 miRNAs (miR-302b-3p, miR-335-5p, miR-338-3p, miR-34c-5p, miR-29c-3p and miR-34a-35p) with more verified target genes and TFs than other miRNAs as confirmed by a literature review were selected for further analysis. The miRecords database was utilized to predict the target genes of these 6 miRNAs, TFs of which were identified based on the TRANSFAC database. The findings of the above procedure were used to construct a miRNA-TF-target gene network, among which miR-34a-5p, miR-34c-5p and miR-302b-3p seemed to regulate CCND1, WNT1 and MYC to be involved in Wnt signaling pathway through the LEF1 transcription factor. Therefore, we suggest miR-34a-5p/miR-34c-5p/miR-302b-3p -LEF1-CCND1/WNT1/MYC axis may be a crucial mechanism in inhibition of lung cancer metastasis by curcumin.
Introduction
Lung cancer, predominantly non-small-cell lung cancer (NSCLC), is the most common cause of cancer mortality in the United States, with an estimated 158,080 cancer deaths occurred in 2016 [1] . Metastatic progression is the main factor to result in the poor prognosis of patients [2] . Exploration of strategies to inhibit metastasis has justifiably attracted enormous attention in clinic. a1111111111 a1111111111 a1111111111 a1111111111 a1111111111 and 24 h after scratching, images were taken under an inverted microscope (Olympus IX71, Olympus, China, × 40). The gap distance was measured by the Image J software (National Institute of Mental Health, Bethesda, MD, USA). Migration rate = gap distance (24 h) / gap distance (0 h).
Cell invasion assay
Invasion assay was carried out using modified matrigel boyden chambers which consisted of a 24-well Millicell (Millipore Corporation, Shanghai, China) membrane filter (8 μm pore size) as described previously [11] . Matrigel was diluted to 200 μg/mL with cold distilled water and applied to the top side of filter. Briefly, cells were trypsinized and resuspended in serum-free medium. A total of 10 5 cells were added to the upper chamber of each well. The bottom chambers were filled with 500 μL RPMI 1640 medium supplemented with 10% FBS and different concentrations of curcumin (10 or 20 μM). The chamber was incubated for 24 h at 37˚C. At the end of incubation, cells located on the upper surface of the membrane were carefully removed with a cotton swab. Cells invading through the matrigel to the lower surface of the membrane were fixed with methanol and stained with 0.5% crystal violet. The invading cells on the lower surface of the membrane filter were counted under a light microscope (Puzhe ThotoElectric Company, Leica, Shenzhen, China). The data presented were the average number of cells attached to the bottom surface from five random fields. Each experiment was carried out in triplicate.
miRNAs assay
Differentially expressed miRNAs between 95D cell samples treated with or without 10 μM curcumin, were identified based on the platform: TaqMan Array Human MicroRNA A+B Card Set v3 (Life Technologies, Carlsbad, California, USA) and real-time analysis of 770 human miRNAs (Sanger miRBase v18) using a 7900HT RT-PCR System (Life Technologies, Carlsbad, California, USA), with fold change (FC) > 2.0 or < 0.05 and p-value < 0.05 as the cutoff point. Out of these identified differentially expressed miRNAs, the top six miRNAs with more verified target genes and TFs than other miRNAs in lung cancer review literatures were selected for further analysis. Subsequently, the experimentally verified target genes of the 6 miRNAs were identified using miRecords database (http://miRecords.umn.edu/miRecords) which is an integrated resource containing 1135 validated miRNA-target interactions in seven animal species [12] . Furthermore, TFs were screened out from the experimentally verified target genes according to the TRANSFAC database (http://www.gene-regulation.com/cgi-bin/pub/ databases/transfac/) [13] .
In addition, all potential target genes of the 6 miRNAs with biological complexity (BC) > 6 were also predicted according to miRecords database to further analyze how the 6 selected miRNAs played roles in the inhibition of NSCLC by curcumin. Similarly, TFs were screened from the predicted target genes and the targets genes of the screened TFs were determined based on the TRANSFAC database. Eventually, a miRNA-TF-target gene network was constructed using The Search Tool for the Retrieval of Interacting Genes (STRING) [14] and visualized by Cytoscape software (http://www.cytoscape.org/) [15] .
Gene ontology and Kyoto encyclopedia of genes and genomes pathway enrichment analysis
Gene ontology (GO) and Kyoto encyclopedia of genes and genomes (KEGG) pathway enrichment analyses were performed for the experimentally verified target genes of the selected 6 miRNAs and network genes using The Database for Annotation, Visualization and Integrated Discovery (DAVID) tool (http://david.abcc.ncifcrf.gov). Bonferroni adjusted p-value < 0.05 and false discovery rate (FDR) < 0.05 were chosen as cut-off criterion for GO and KEGG analyses.
Protein-protein interaction network construction
A protein-protein interactions (PPI) network was built with the target genes of the 6 miRNAs using STRING software [16] to analyze the interactions between these target genes. The PPIs with scores > 0.4 was included in the PPI network.
Results

Effect of curcumin on 95D cell viability
Cell viability of the control group (0 μM curcumin) was designated as 100% in our study. As shown in Fig 1, cell viability was insignificantly decreased in response to 10 μM curcumin treatment for 24 h. However, it was decreased to 49% in cells exposed to 20 μM curcumin compared with the control group (p < 0.01). The viability of 95D cells on exposure to 40 μM curcumin was further reduced.
Effect of curcumin on 95D cell migration and invasion
Based on the cell viability results, the concentrations of 10 μM and 20 μM were chosen to determine the effect of curcumin on 95D cells migration and invasion. The results indicated both 10 μM and 20 μM could significantly repress 95D cells migration (Fig 2A and 2B , p < 0.01) and invasion ( Fig 2C and 2D , p < 0.01). Notably, 10 μM curcumin inhibited cell migration and invasion obviously, but did not result in a significant reduction in cell viability, suggesting that 10 μM would be a suitable concentration to unravel the molecular mechanisms underlying the anti-tumor metastasis action of curcumin.
Identification of crucial differentially expressed miRNAs and their experimentally validated target genes and TFs
Totally, 36 differentially expressed miRNAs were identified between 95D cells treated with and without curcumin (FC > 2.0 or < 0.05 and p < 0.05, Table 1 ). Further, 6 miRNAs (miR-302b-3p, miR-335-5p, miR-338-3p, miR-34c-5p, miR-29c-3p and miR-34a-35p) with more verified target genes and TFs than others in lung cancer review literatures were screened, suggesting these 6 miRNAs might play critical roles in the suppression of lung cancer metastasis by curcumin. Based on the miRecords database, 39 experimentally verified target genes of these 6 miRNAs were identified (Table 2) , of which three genes were recognized as TFs based on TRANSFAC database, including E2F transcription factor 3 (E2F3), v-myb avian myelocytomatosis viral oncogene homolog (MYB) and v-myc avian myelocytomatosis viral oncogene homolog (MYC).
Function enrichment analysis showed that these 39 verified target genes were mainly involved in 10 significant GO terms (Table 3 ) and 4 significant KEGG pathways ( Table 4 ). The most significant term was regulation of cell proliferation (Bonferroni adjusted p-value = 8.66E ), with 13 genes enriched, such as E2F3, MYC, NOTCH1, NOTCH2, cyclindependent kinase 6 (CDK6), B-cell lymphoma 2 (BCL2) and cyclin-D1 (CCND1). Besides, the terms of epithelium, epidermis and ectoderm development may be associated with cell migration, with NOTCH1, mitogen-activated protein 2 kinase 1 (MAP2K1) and BCL2 enriched. The identified KEGG pathways were all related with cancer development (pathways in cancer, focal adhesion, small cell lung cancer and pancreatic cancer) and migration (focal adhesion), with CCND1 enriched in all pathways.
Construction of an miRNA-TF-target gene network using crucial miRNAs
Totally, 353 miRNA-target gene pairs of the above 6 miRNAs (BC > 6) were predicted based on the miRecords database. Out of these target genes, E2F3, hepatic leukemia factor (HLF), lymphoid enhancer binding factor 1 (LEF1), neurofibromin 1a (NF1A), interferon regulatory factor 2 (IRF2), contactin 2 (CNTN2), E74-like factor 2 (ELF2), MYC and MYC associated factor X (MAX) were found to be TFs based on the TRANSFAC database. Using these data, a miRNA-TF-target gene network was constructed, including 5 miRNAs, 9 TFs and 55 downstream target genes of the TFs (Fig 3) . miR-34a-5p, miR-34c-5p and miR-302b can regulate the target gene CCND1, Wnt family member 1 (WNT1) and MYC via the LEF1 transcription factor (Fig 3) . The miR-338 was excluded from the network, because it only had one target gene, ubiquitin-conjugating enzyme E2Q family member 1 (UBE2Q1).
Function enrichment analysis showed that the above 64 genes significantly participated in 14 GO terms (Table 3 ) and 3 KEGG pathways (Table 4) , among which Wnt signaling pathway was the common result in these two analyses, suggesting this pathway may be of particular importance in lung cancer metastasis and curcumin treatment. Several genes, including Wnt family member 1 (WNT1), CCND1, MYC, LEF1, transcription factor 7 like 1 (TCF7L1) and catenin beta 1 (CTNNB1) were enriched, indicating they may be important therapeutic targets for lung cancer.
PPI network
The interactions of the above 64 genes were also investigated by establishing a PPI network (Fig 4) , which consisted of 31 nodes (protein) and 93 edges (PPIs). After calculating the degree of each gene (the number of edges adjacent to each node), both MYC and CCND1 were suggested to be hub genes in the PPI network, with the highest degree of 14.
Discussion
The present study identified 36 differentially expressed miRNAs between 95D cells treated with or without curcumin, 6 of which were chosen to be further investigated. By comprehensively analyzing the experimentally validated and all potential target genes of these 6 miRNAs, our study suggested miR-34a-5p, miR-34c-5p and miR-302b-3p seemed to be particularly important in inhibition of lung cancer metastasis by curcumin because their target genes (e.g. CCND1, WNT1, MYC and LEF1) were significantly enriched in metastasis related pathways (Wnt signaling pathway and Focal adhesion). As a transcription factor, LEF1 also could regulate CCND1, WNT1 and MYC. Therefore, we believe miR-34a-5p/miR-34c-5p/miR-302b-3p -LEF1-CCND1/WNT1/MYC axis may be a crucial mechanism in inhibition of lung cancer metastasis by curcumin. This conclusion seemed to be indirectly demonstrated by reviewing the literatures.
Several studies have reported that miR-34a may act as a tumor suppressor gene, with a downregulated expression in various tumor types, including lung cancer [17] . Delivery of miR-34a into cancer cells or animal models could promote cell proliferation, invasion and metastasis, which was mediated by targeted inhibition of its target genes, including CD44 [18] and MMPs (e.g. MMP9, MMP14, MMP2) [19, 20] . In addition, miR-34 was also demonstrated to regulate the TFs followed by the target genes of TFs. For example, Geng et al. confirmed miR-34a could reduce the viability and invasion of cervical cancer cells through downregulating E2F3 which then inhibited the expression of survivin [21] . Liang et al. firstly demonstrated a negative relationship between miR-34a and LEF1 expression by luciferase assays and further verified that miR-34a suppressed the migration and invasion of prostate cancer cells through increasing E-cadherin and decreasing N-cadherin in a LEF1-depedent manner [22] . In this study, we also found an important regulation relationship between miR34a and LEF1, which has not been studied in lung cancer cells previously. Furthermore, existing evidence suggests that LEF1 is a crucial transcription factor to mediate Wnt/β-catenin signaling and participate in tumor progression [23, 24] . Thus, the expressions of Wnt signaling related genes (CCND1, WNT1 and MYC) may be regulated by LEF1 [25, 26] , which was also demonstrated in our study. Also, elevated expressions of CCND1 [27] , WNT1 [28] and MYC [29] were shown to be associated with malignant characters of lung cancer, leading to an unfavorable prognosis. Accordingly, we have reasons to trust that miR-34a (downregulated)-LEF1 (upregulated)-CCND1/WNT1/MYC (upregulated) axis may be an important target for inhibition of lung cancer metastasis and to upregulate miR-34a may be an underlying strategy to achieve this goal. As expected, our study showed miR-34a was significantly upregulated by curcumin (FC = 7.26), which was in line with previous studies in other cancers [30, 31] . miR-302b also seems to be a potential molecular marker for cancer invasion and metastasis [32] . miR-302b is downregulated in hepatocellular carcinoma cancer specimens and overexpression of miR-302b suppresses invasion and metastasis by directly targeting AKT2 followed by regulation of NF-κB and MMP-2 in human hepatocellular carcinoma cells [33] . Similarly, miR-302b was found to be significantly lowly expressed in high-metastatic lung cancer cell line 95D than that in low metastatic cell line 95C. Transfection of miR-302b exerts anti-proliferation and anti-migration effects on 95D cells, which was accompanied with significantly down-regulated expression of TGFβRII, phosphorylated ERK1/2 and MMP9 induced by TGF-β1 [34] . However, the inhibitory mechanism of miR-302b on cancer remains unclear and its regulation on transcription factor is rarely reported [35] . In this study, we first found miR302b might be involved in lung cancer metastasis by regulating LEF1 followed by Wnt signaling related genes, which need a further experiment confirmation. Although growing evidence has indicated that upregulation of miR-302b may be an important mechanism during cancer treatments [36] , whether the expression of miR-302b can be changed after curcumin seems not to be investigated. We first demonstrated miR-302b was significantly upregulated (FC = 3.34) when treatment with 10 μM curcumin, which also needs a further experiment confirmation.
As a member of miR-34 conserved family, miR-34c plays a similar role with miR-34a theoretically. However, in our study, we found miR-34c was significantly downregulated (FC = 0.37) after treatment with 10 μM curcumin, indicating miR-34c may be a proto-oncogene. This conclusion seemed to be supported by a recent study which indicated forced expression of miR-34c may contribute to resistance to caspase-8-induced apoptosis in lung cancer cells [37] . Nevertheless, it is essential to further explore how miR-34c, miR-34a and miR-302b collectively to regulate LEF1 followed by Wnt signaling related genes in lung cancer [38] . Although a great amount of documentary evidence has indicated its anti-carcinogenesis properties, extensively bringing curcumin to the clinic remains a difficult process because of poor oral bioavailability due to low absorption [39] . Recently, scholars have attempted to encapsulate or incorporate curcumin in nanoparticles to enhance curcumin delivery [39] . As expected, concentration of curcumin was increased in mice via i.p. after loaded with solid lipid nanoparticles (SLN). Furthermore, SLN-curcumin enhanced the targeting of curcumin to lung and tumor, finally improving the inhibition efficiency of curcumin to 69.3% from 19.5% [40] . However, other strategies [(such combination of curcumin and its target miRNAs (miR34a and miR-302b) mimics)] to enhance the therapeutic effects are needed to be further investigated.
Conclusions
Our present study provides some novel, underlying mechanisms of curcumin (miR-34a-5p/ miR-34c-5p/miR-302b-3p-LEF1-CCND1/WNT1/MYC axis) on lung cancer metastasis. Further in vitro and in vivo experimental studies were necessary to confirm these findings and explore combination strategies to enhance the therapeutic efficiency of curcumin.
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